High expression of TROP2 characterizes different cell subpopulations in androgen-sensitive and androgenindependent prostate cancer cells
SUPPLEMENTARY METHODS

ALDEFLUOR staining
Cells were stained using the ALDEFLUOR assay kit (Stem Cell Technologies) according to the manufacturer's instructions. For negative controls, cells were incubated with the specific ALDH inhibitor diethyaminobenzaldehyde (DEAB). Stained cells were kept at 4°C in ALDEFLUOR assay buffer throughout the sorting process to block the ATPbinding cassette so that cell fluorescence was maintained.
PC3 xenograft-tumor forming assay
50,000, 5,000, 500 or 50 ALDH high , ALDH low or ungated cells were suspended in 17.5μl sterile phosphate buffered saline (PBS: mM; NaCl 137, KCl 3, KH2PO4 2, Na2HPO4 8; pH=7.4) and mixed with 17.5μl BD Matrigel™ Basement Membrane Matrix (BD science). Cell suspensions were injected subcutaneously into the left flank of 8-week old NOD/SCID mice. Tumor initiation was considered as confirmed as soon as two consecutive increasing caliper measurements could be taken in previously negative mice. Once measurable tumors were detected, tumor length and width were measured twice a week using digital calipers and volumes were calculated as width 2 ×length×0.5. Mice were culled when their tumor size reached a diameter of 12mm. 
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